Background
Introduction
Flavonoids are compounds widely distributed in plants, giving place to beverages obtained from them (like wine, juice or beer) rich in these compounds. They are pigments responsible for the color and flavor of flowers and fruits [1] . Reports on the presence of flavonoids in citrus date since the forties of the past century [2] , and their antioxidant properties, mainly as protectors of ascorbic acid in juices, are known and discussed since the sixties [3] . Nevertheless, it was not until the nineties when flavonoids started to reach importance thanks to the multiple beneficial effects on human health associated to their consumption. The numerous studies dealing with the bioactive properties of flavonoids have been mainly associated to the reduction of the risk of different types of cancer and cardiovascular diseases [4] , and to their antioxidant, anti-inflammatory and radical-scavenging activity [5] . The latest investigations on the beneficial effects of flavonoids pointed out the actions of some of them, like quercetin, in anti-diabetic and anti-obesity treatments [6, 7] , and as protectors of gastric epithelial cells [8] . In addition, flavonoids have shown anti-microbial effects which, linked to their antioxidant capacity, make them attractive for the food industry as natural preservatives or additives in functional foods [9] .
Depending on their chemical structure, flavonoids are classified into six subclasses: flavonones, flavones, flavonols, flavans, isoflavones and anthocyanidins. Citrus fruits are rich in flavonoids [10] mainly belonging to the first three subclasses [11] . Taking into account that citrus cultivation is extended around the world, with an annual production of approximately 115 million tons [12] , this fruit is a key source of these compounds. This is the reason why a large number of studies on extraction of citrus flavonoids, with or without assistance of any type of energy, has been carried out in the last two decades, mainly devoted to either establishing the total phenolic content (therefore, flavonoids being only a part of the pursued aim) or to the determination of a small number of flavonoids mainly based on liquid chromatography separation and molecular absorption detection [13] . Such is the case of the research by Ye et al. in 2011 [14] on identification of bioactive compounds from mandarins (viz. six flavonoids and seven phenolic acids); or that developed by Sdiri et al. in 2012 on the phenolic composition of mandarins restricted to thirteen flavonoids [15] . A more representative study on the composition of flavonoids in citrus is that reported by Abad-García et al. in 2012, who identified 45 flavonoids distributed among four varieties of fruits [16] .
The extraction of citrus components strongly depends on the previous sample treatment, aspect that has been scantly taken into account in previous studies. Despite the large number of publications dealing with extraction of citrus flavonoids, only in few of them different sample pretreatment methods were compared. Most of the studies, focused on the effect of different air-drying temperatures for sample dehydration on the abundances of flavonoids, suggested that high temperatures promote the cleavage of the glycosidic bond and release of the aglycone form [17, 18] . On the other hand, studies on extraction methods have been characterized either by using an overall method to quantify the extracted compounds or by monitoring a few individual flavonoids. Example of the former is the study by Dahmoune et al. in 2013 , who optimized microwave-assisted extraction (MAE) and ultrasound-assisted extraction (USAE) methods and compared the extracts thus obtained with those provided by conventional shaking extraction (SE); but always by monitoring the total phenolic content by the Folin-Ciocalteu method [19] . Similarly, García-Castello et al. in 2015, compared USAE and SE for both total phenolic content and total antioxidant activity and also quantified six flavonoids which were not used for comparisons [20] .
In an attempt to clarify the effect of sample pretreatment (lyophilization, air-drying or blend) and auxiliary energies (ultrasound, microwaves or temperature+pressure) on the extraction of flavonoids from lemon (Citrus limon), the present research was aimed at establishing similarities/dissimilarities among the proposed methods by multivariate analysis, based on the profile of thirty two flavonoids tentatively identified in all the extracts from citrus.
Materials and Methods Samples
Edible lemons (Citrus limon) were purchased in a local market in Córdoba, Spain (January, 2014). Specifications of the product: place of cultivation, Murcia, Spain; size, 53-67 mm; preservative, imazalil. The fruits were washed, cut in slices, and either lyophilized or air-dried (45°C) to constant weight and finally grinded (particle diameter 0.5 mm). The powder was stored in the dark at -20°C until use. Also, fresh lemons were ground in a blender to obtain a homogenous mixture and used immediately in all cases.
Reagents
All solvents were LC grade or higher when required. Ethanol and formic acid were from Scharlab (Barcelona, Spain); acetonitrile (ACN) and methanol from Fluka (Buches, Switzerland). Deionized water (18 MO•cm) from a Millipore Milli-Q water purification system (Bedford, MA, USA) was used to prepare the mobile chromatographic phases and extractant mixtures.
Apparatus and Instruments
The reference extracts were obtained by shaking using a Vibromatic reciprocating shaker (Selecta, Barcelona, Spain). Ultrasound was applied by a Branson 450 digital sonifier (20 kHz, 450 W) equipped with a cylindrical titanium-alloy probe (12.70 mm diameter). Microwave assistance was provided by a focused microwave digester (200 W) Microdigest 301 (Prolabo, Paris, France). Superheated liquid extractions were carried out by a laboratory-made dynamic extractor consisting of the following units: (a) an extractant supplier, (b) a high pressure pump (Shimadzu LD-AC10), which propels the extractant through the system, (c) a switching valve placed next to the pump to develop static extractions if required, (d) a stainless-steel cylindrical extraction chamber (550 × 10 mm inner diameter and 4.3 mL internal volume), where the sample is placed (this chamber is closed at both ends with screws whose caps contain cotton-made filters to ensure the sample is not carried away by the extractant), (e) a restriction valve to maintain the desired pressure in the system, (f) a cooler made of a stainless-steel tube (1 m length and 0.4 mm inner diameter) and refrigerated with water, and (g) a gas chromatograph oven (Konix, Cromatix KNK-2000) , where the extraction chamber is placed and heated.
The analytical equipment consisted of an Agilent 1200 series LC coupled to an electrospray ionization source and a quadrupole-time of flight detector 6540 Agilent Q-TOF (LC-QTOF MS/MS).
Extraction
Lemon samples (1 g dry weight each) were extracted in 20 mL of solvent. Taking into account that flavonoids are polar/midpolar compounds, mixtures of ethanol and water are commonly used as extractants in order to obtain extracts useful for being used as food supplements [21] . The suited conditions for extraction of flavonoids by USAE (extraction time of 5 min; 60% ethanol in water; amplitude 70% and duty cycle of 0.8 s s -1 ); MAE (6 extraction cycles; 68% ethanol in water and 170 W); SHLE (15 min; 73% ethanol in water and 150°C) and shaking extraction (SE) (60 min: 60% ethanol in water), previously determined by the authors using a desirability study to maximize the concentration of five flavonoids abundant in lemon [22] , were those used in the present study, which also used conventional SE to evaluate the effect of sample pretreatment on the flavonoid composition. The effect of USAE, MAE and SHLE on the extraction of flavonoids was compared using lyophilized lemon samples, for which the extracts, obtained in duplicate under the suited working conditions for each method, were used to obtain the flavonoids profile as provided by LC-QTOF MS/MS analysis.
LC-QTOF MS/MS Analysis
Chromatographic separation was performed by using an Inertsil ODS-2 C18 analytical column (250 × 4.6 mm i.d. 5 μm particle) from Análisis Vínicos (Tomelloso, Ciudad Real, Spain). The injection volume was 10 μL, and the mobile phase was deionized water (A) and ACN (B), both with 0.1% of formic acid as ionization agent, at a constant flow rate of 1 mL min
. The gradient was as follows: 4% to 10% B in 5 min; change from 10% to 25% B in 30 min; from 25% to 100% B in 15 min and constant 100% B for 5 min.
The dual ESI source operated in both positive and negative ionization modes under the following conditions: nebulizer gas at 40 psi, drying gas flow rate and temperature at 12 L min
and 325°C, respectively. The capillary voltage was set at 3500 V, while the fragmentor, skimmer, and octapole voltages were fixed at 130, 65, and 750 V, respectively. The data were acquired in centroid mode in the extended dynamic range (2 GHz). Full scan was carried out at 6 spectra s 
Data Processing and Statistical Analysis
MassHunter Workstation software (version B6.00 Profinder, Agilent Technologies, Santa Clara, CA, USA) was used to process all the data obtained by LC-QTOF in auto MS/MS mode. Treatment of the raw data file started by extraction of potential molecular features (MFs) with the applicable algorithm included in the software. The recursive extraction algorithm considered all ions exceeding 5000 and 10000 counts as cut-off in both positive and negative modes, respectively. Additionally, the isotopic distribution to consider a MF as valid should be defined by two or more ions (with a peak spacing tolerance of 0.0025 m/z, plus 10.0 ppm in mass accuracy). ) modes, as well as neutral loss by dehydration were included to identify features corresponding to the same potential metabolite. Thus, ions with identical elution profiles and related m/z values (representing different adducts or isotopes of the same compound) were extracted as entities characterized by their retention time (RT), intensity in the apex of the chromatographic peaks and accurate mass. Background contribution was removed by subtraction of MFs linked to the blank. Then, the recursion step assured correct integration of the entities in all analyses. Raw data files, containing the area for each entity characterized by m/z and RT, were created in compound exchange format (.cef files) for each analysis and exported into the Mass Profiler Professional (MPP) software package (version 2.0, Agilent Technologies, Santa Clara, CA, USA) for further processing. Normalization by logarithmic transformation (log2) was used as pre-processing step. Statistical analysis included the ANOVA test applied to find the number of significant flavonoids (p0.01), and pairwise combinations (Tukey HSD) to identify equal concentration of flavonoids between extraction methods. Also, unsupervised analysis by Principal Component Analysis (PCA) was used to find out the main source of variability in the data set and detect clusters.
Once all MFs were extracted and aligned, the software MassHunter Qualitative was used for the targeted extraction of MS/MS information associated to them in the whole set of analyses. This information was used for the tentative identification of flavonoids by searching in the METLIN MS and MS/MS (http://metlin.scripps.edu), MassBank MS/MS (http://www. massbank.jp) and ReSpect MS/MS (http://spectra.psc.riken.jp) databases.
Results and Discussion
To compare the effect of the two methods for sample dehydration (between them and with a blended fresh sample) and the three extraction methods assisted by the different energies, extracts obtained under the specified suited conditions were analyzed by LC-QTOF MS/M for identification of flavonoids. A list including 32 tentatively identified flavonoids and their identification parameters are shown in Table 1 .
Effect of the Sample Pretreatment Procedures on the Extraction of Flavonoids
The effect of sample pretreatment on the profile of flavonoids was evaluated by ANOVA, which showed that the concentration of 26 out of the 32 tentatively identified flavonoids was significant (p0.01), as did the pairwise means comparison (Tukey HSD; p0.01), used to show the similarity of abundance between extracts. In short, this study revealed that the extracts obtained from air-drying samples contained 18 flavonoids with concentration different to both lyophilized and fresh samples. On the other hand, the comparison between extracts from lyophilized and fresh samples showed 24 flavonoids with significantly different concentration. Neodiosmin and neohesperidin were more concentrated in the extracts from lyophilized samples, followed by fresh samples and being less abundant in the extracts from air-dried samples. On the contrary, limocitrin-HMG-Glu and limocitrol-Glu-HMG were more concentrated in the extracts from air-drying samples, followed by fresh samples. The complete dataset used to evaluate the effect of sample pretreatment on the extraction of flavonoids are shown in S1 Table. To clarify the effect of sample pretreatment on flavonoids extraction, an unsupervised analysis by PCA was applied to compare the flavonoid profiles in the extracts provided by samples differently pretreated. The scores plot ( Fig 1A) shows a clear discrimination between the obtained profiles; the extracts from lyophilized samples are clearly discriminated from the rest along component 1 (PC1), while extracts from both fresh and air-drying samples are discriminated along component 2 (PC2). The proximity in the PCA between the scores provided by the methods reveals the similarity between them. It can be seen that despite the ANOVA test reveals the same number of flavonoids with different concentration in the comparison between air-drying and either lyophilized or fresh samples, the PCA indicates that extracts from air-drying samples are more similar to those from fresh samples than those from lyophilized samples. The PCA explains 89.37% (PC1 = 54.36% and PC2 = 35.01%) of the total variability in the 2D-plot. Although the results from PCA are often difficult to interpret, it is possible to obtain reasonable conclusions from them in addition to clusters formation. As can be seen in the loadings plot (Fig 1B) , the most influential flavonoids in the ANOVA test are in opposite sides on the PC1: neodiosmin and neohesperidin, the most abundant in lyophilized samples, are in the positive side (quadrant four); while limocitrin-HMG-Glu and limocitrol-Glu-HMG, the most abundant in both fresh and air-drying samples, are in the negative side (quadrant two). These four flavonoids are the main responsible for discrimination between extracts from lyophilized samples and the other two. The differences can be explained by the flavonoids pathway and the intrinsic characteristics of the extraction methods. Regarding lemons, flavanones are the first in the biosynthesis of flavonoids, followed by flavones and then flavonols. Prior to lyophilization the sample was frozen at -80°C, thus promoting a significant reduction of lemon metabolism; on the contrary, by air-drying the sample was heated at 45°C, which accelerates enzymatic reactions, thus favoring flavanols production. On the other hand, discrimination between extracts from fresh and air-drying samples, occurring in PC2, could be achieved by the abundance of hesperidin, naringin, luteolin-rutinoside and limocitrin derivatives, which are the most influential flavonoids on this component. Also, an apparent trend to grouping by aglycones exists, more evident in derivatives from hesperetin, limocitrin, apigenin, eriodictyol and quercetin. The differences in individual flavonoids caused by the sample pretreatments under study are discussed below.
Differences in the Abundance of Flavanones in Extracts from Differently Pretreated Samples
This subclass of flavonoids is the most abundant in citrus fruits and includes some of the most characteristic flavonoids in lemon as naringenin or hesperetin derivatives [23] . After tentative identification of naringin, four derivatives from eriodictyol and four derivatives from hesperetin, the most abundant of all these flavonoids showed to be neohesperidin and neoeriocitrin. The comparison of means (Tukey HSD; p<0.05) revealed that the abundance of neohesperidin is significantly different for all sample pretreatments being the extracts from lyophilized samples the richest in this flavonoid, followed by fresh samples. The behavior of neoeriocitrin is divided into two homogeneous groups: group a encompasses extracts obtained from dehydrated samples, which show an abundance greater than extracts from fresh samples (group b). The concentration of naringin depended on the sample pretreatment, being the richest in this flavonone the extracts from air-dried samples and the poorest those from fresh samples. For this subclass, the extracts from lyophilized samples were those with the highest abundance in all flavonones; on the contrary, the extracts from fresh samples were those with the lowest abundance, as shown in Fig 2A. 
Differences in the Abundance of Flavones in Extracts from Differently Pretreated Samples
This subclass of flavonoids is synthesized from flavanones as the direct biosynthetical precursor by the abstraction of two hydrogen atoms, mainly catalyzed by flavone synthase [24] . In this study, the tentative identification indicates the presence of four diosmetin glucosides; five luteolin glucosides and five apigenin glucosides including vitexin xyloside as the only one identified flavonoid linked to pentose.
According to the metabolic pathway of flavonoids, flavone-neohesperidosides can be synthesized from their corresponding flavonone-neohesperidosides, as reported by Martens et al. in 2005 [24] ; naringenin can be converted into apigenin by dehydrogenation catalyzed by flavone synthase. Similarly, neohesperidin (hesperetin 7-O-neohesperidoside) can be converted into neodiosmin (diosmetin 7-O-neohesperidoside). Luteolin-neohesperidoside was the most abundant flavone in this study, the biosynthetic pathway being dehydrogenation of eriodictyol catalyzed by a flavone synthase or hydroxylation of apigenin, catalyzed by a flavonoid hydroxylase [25] . The pairwise comparison showed that the average abundance for all treatments is significantly different among them, the extracts from air-dried and fresh samples showed the greater and lower abundance, respectively, of luteolin-neohesoeridoside. Neodiosmin was the second most abundant flavone identified in this study, which was more abundant in extracts from lyophilized samples (group a), and with no significant differences between air-dried and fresh samples. Taking into account that neohesperidin is both the most abundant flavanone in lemon and the precursor of neodiosmin, it seems to be one of the most abundant flavone in lemon and the extracts from lyophilized samples were the most concentrated in it. Regarding to apigenin glucosides, rhoifolin (apigenin-neohesperidoside) was the most abundant and showed the same extraction behavior as neodiosmin. Rhoifolin could be synthesized from naringin by a flavone synthase; then being hydroxylated to produce luteolin-neohesperioside [25] . The abundance of the three main flavones is shown in Fig 2B. 
Differences in the Abundance of Flavanols in Extracts from Differently Pretreated Samples
According to the general flavonoids pathway, flavonols are synthesized from flavanones by a two-step synthesis which starts with hydroxylation caused by a flavonone hydroxylase, followed by dehydrogenation catalyzed by a flavonol synthase [24] . In this study, three quercetin and limocitrin glucosides were tentatively identified as the main flavonols in lemon; also glucosides from limocitrol, isorhamentin and spinacetin (the latter being an isomer of limocitrin) were tentatively identified. Limocitrin and limocitrol (both conjugated to a glucoside and a 3-hydroxy-3-methyl-glutaryl) and rutin were the most abundant flavonols identified in this study. They were more abundant in extracts from air-dried samples, and less abundant in lyophilized samples. In general, this behavior was the same for all flavonols, except for quercetin-nesperidoside, which was more abundant in extracts from lyophilized samples. The abundance of the three main flavonols is shown in Fig 2C, while the complete set of results from the ANOVA test for all individual flavonoids and their pairwise comparison are in Table 2 .
In general, these results suggest that sample dehydration provide extracts with higher amounts of flavonoids than fresh samples, behavior attributable to the reduction of water activity in dehydrated samples, which decrease the activity of polyphenol oxidase [26] . Also, despite of flavonoids are thermolabile compounds, air-dried samples provide extracts with lower amounts of flavonoids than lyophilized samples.
Effect of the Different Extraction Methods on Flavonoids Removal
The results discussed above showed that lyophilized samples provide extracts with higher amounts of flavonoids than either air-dried or fresh samples; thus leading to decide the use of lyophilized samples for evaluation of the effect of USAE, MAE and SHLE on the removal of these compounds.
The extracts obtained with the help of the different energies were analyzed by LC-QTOF MS/MS and compared with the results from the reference extract obtained by SE. Based on the MS/MS information, the tentative identification of 32 flavonoids, which constituted the data set used for the corresponding statistical analysis, was carried out. The complete dataset used to evaluate the effect of the different auxiliary energies on the extraction of flavonoids are shown in S2 Table. The effect of auxiliary energies on the profile of flavonoids was evaluated by ANOVA, which showed that all flavonoids in the data set were significant (p0.01), and the pairwise analysis revealed the similarity between extracts. The comparison of means (Tukey HSD; p<0.01) reveals that the extracts provided by USAE and MAE were the most similar to each other, since only 7 out of 32 entities were significantly different in this pair. Discrimination between the extraction methods was caused mainly by flavones, since 5 out of 7 significantly Effect of Sample Pretreatment and Extraction on Flavonoids from Lemon different flavonoids in this pair corresponded to this subclass; the other two were flavonoid derivatives from eriodictyol and diosmin. The extracts obtained by MAE and SE showed eleven entities significantly different between them. Once again the most different entities were within the flavones subclass, but in this case, three derivatives from hesperetin, two from diosmin and one from quercetin were also different. The comparison of USAE-SE showed 17 different entities, 8 of them belonging to flavones, 8 to flavanones, and only quercetin-3-O-neohesperidoside was from the flavanol subclass. In short, the method based on SHLE provided an extract with clear differences in the flavonoids profile as compared to the rest: 23 flavonoids significantly different from SE, 30 from USAE and 31 from MAE extracts.
For a better understanding of the effect of auxiliary energies on the extraction of flavonoids, a discrimination test was developed. With this purpose, an unsupervised analysis by PCA was applied to compare the flavonoid profiles provided by the different extraction methods. The scores plot (Fig 3A) shows a clear discrimination among all extraction methods. In agreement with the ANOVA test, the PCA reveals that USAE and MAE scores are closer to each other than the rest of scores; thus indicating that USAE and MAE were the most similar extracts; the cluster formed by the SHLE extracts is the furthest from the rest and the scores provided by SE extracts remain almost in between USAE-MAE and SHLE scores. The PCA explains 91.59% (PC1 = 78.20% and PC2 = 13.39%) of the total variability in the 2D-plot. As can been in the loadings plot (Fig 3B) , all flavonoids are in the negative side of PC1, distributed across quadrants 2 and 3. This behavior suggests a lower abundance of flavonoids in the extracts from SHLE. Also, an apparent trend to grouping by aglycones exists, more evident in derivatives from hesperetin, limocitrin and eriodictyol. The differences in individual flavonoids obtained by the methods under study are discussed below. 
Differences in the Abundance of Representative Flavonoids in Lemon Extracts Obtained with the Help of Different Energies
The effect of the extraction method on the individual flavonoids was analyzed by pairwise comparison of means (Tukey HSD; p<0.05). The results indicate that most of the flavonoids found in the study are better extracted by USAE, followed by MAE; SHLE was the less favorable to extract flavonoids from lemon. As examples of this behavior, the most abundant flavonoids, neohesperidin and neoeriocitrin, are divided into three homogeneous groups: group a, corresponding to the best extraction method, is represented for USAE extracts for both flavonoids; group b encompasses MAE extracts for neohesperidin and extracts obtained by MAE and SE for neoeriocitrin. The same trend was observed for luteolin-neohesperidoside and rhoifolin. Other flavonoids, like neodiosmin or naringin, are significantly equal extracted by MAE and USAE (group a), and limocitrin, limocitrol and rutin were not different in USAE, MAE and SE extracts (group a). In all mentioned cases, SHLE extracts represent the less desirable option (Fig 4) . In general, 30 out of the 32 flavonoids identified in this study were more concentrated in USAE extracts. Among these 30 flavonoids, 11 of them were more concentrated only in USAE extracts; while in MAE extracts 19 of the 32 flavonoids identified had a concentration significant equal to that in USAE extracts, and two (homoorientin and dioemetin-glucoside-rhamnoside) were more concentrated than in USAE extracts. For the rest 19 flavonoids USAE and MAE extracts were significantly similar. On the contrary, SHLE extracts only provided concentration similar to USAE or MAE extracts for hesperidin, being lower the concentration for the other flavonoids. The complete set of results from the ANOVA test of all individual flavonoids and their pairwise comparison are in Table 3 .
Conclusions
The present study shows a clear discrimination among flavonoid profiles in extracts from lemon as a function of sample pretreatment and auxiliary energy applied for improving extraction. Sample dehydration prior to flavonoids extraction provided better results than fresh samples. Despite of both lyophilized and air-dried samples allow obtaining extracts with higher amounts of flavonoids, lyophilization decreases or avoids the undesirable reactions produced by high temperature. On the other hand, it has been demonstrated that the USAE method was the best to extract flavonoids, showing higher yields than all other methods in a shorter time. In addition, MAE proved to be better than SE to extract flavonoids, thanks to the thermostability of these compounds [27] . Despite MAE could be a good alternative to extract the target metabolites, the effect of temperature on the extraction of other citrus components should be taken into account. Finally, SHLE showed to be the less favorable to extract flavonoids from lemon. Despite of the fact that flavonoids are no thermolabile, the large amount of pectin in the fruit causes interference and makes difficult to obtain the extract [22] ; however, for rough materials like wood SHLE has proved be a good alternative to conventional extraction methods [23] .
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